Introduction
Free-radicals are highly reactive molecules that lost one or more of the electrons of their outermost orbit; enabling them for hitting the electronically stable outermost orbit of a stable atom or an atom of a molecule for the purpose of steeling one of the electrons to be stable. Free radicals are formed continuously within the human body during cell respiration. Simultaneously, the body has many mechanisms to get rid of these highly reactive molecules. When the formation of free radicals exceeds the body capacity to get rid of them, oxidative damage occurs. Oxidative damage is involved in many chronic diseases such as cardiovascular diseases, type I diabetes, cataract, arthritis and certain types of cancer. Antioxidants are substances that, when present at low concentrations -compared to oxidized substratesdelay or prevent that substrate oxidation significantly [1] . The consumption of vegetables that contain natural antioxidants is thought to be an efficient way for reducing the risk for oxidative stress diseases [2] . Determination of antioxidant content and capacity, therefore, allows the screening of vegetables that are probably involved in the prevention and/ or treatment of oxidative stress diseases.
The purpose of this study is to screen eight Jordanian fresh green leafy vegetables that are consumed regularly (namely: grape leaves, lettuce, mint, parsley, Jew's mallow, watercress, celery, and garden rocket) for their antioxidant content and capacity. Additionally, this study aimed to find a correlation between the antioxidant content and capacity of the selected vegetables. This study is probably the first study that evaluated the antioxidant content and capacity of locally grown fresh Jordanian vegetables extracted by three solvents (i,e. ethanol, methanol, and water) in order to add a value to the scientific antioxidant database. In Jordan, there were many attempts to determine the antioxidant content and capacity of Jordanian plants [3] [4] [5] . There is -as well-a great interest in plants in Jordan in terms of classification [6] , studying of nutritional value and methods of use [7] , and functional properties [8, 9] .
Materials and Methods
Fresh vegetables were purchased from local market and prepared in the same day. Vegetables were prepared by washing with tap water and gentle drying by towel paper. Samples were then chopped finely by knife or food chopper (Ariete®, China). Representative samples (1-3g) were extracted conventionally by 10ml of one of three extraction solvents (methanol, ethanol, and water) at 50 °C, 50 °C, and 90 °C respectively for 2 hours with intermittent shaking. The extracts were centrifuged at 3000rpm for 10-15 minutes (HuMax®, Germany) and filtered (Wattman filter paper No.4), purged with liquid nitrogen [2] , and stored at -20 °C (for not more than two months) until analyzed. Deionized water was used for the preparation of all standard solutions and to complete the reactions [2] .
Determination of antioxidant content
Chemicals were purchased from GCC® (UK), Fischer® (China), Labscan® (Thaihland), LabChem® (USA) and Sigma® (China). Standard curves were prepared to have r 2 value of 0.96-0.99. Samples were analyzed in duplicate with an accuracy of not less than 95% [10] and coefficient of variation not more than 15%. Absorbance values were measured using UV-visible spectrophotometer (SCO Tech, Model SPUV®) at the specified wavelength values against standard concentrations of certain antioxidants and blank solutions.
Folin-ciocultaeu method: Folin-Ciocultaeu method was used for the determination of antioxidant content according to Agbor et al. [11] . Sample concentration for antioxidants was measured against freshly prepared catechin standard at 750nm wavelength.
Total flavonoid method: Total flavonoids were analyzed by the method of Pękal and Pyrzynka [12] . The absorbance was measured at 400nm wavelength against different concentrations of rutin standard solutions.
Determination of antioxidant capacity
CUPRAC Assay: Sample antioxidant capacity was measured by CUPRAC assay according to Apak et.al. [2] . Absorbance was measured using a spectrophotometer at 450nm [2] against different concentrations of trolox standard solutions.
DPPH assay:
The DPPH assay procedure was performed according to Molyneux [13] . The absorbance was measured at 517nm wavelength against ascorbic acid as a standard. 
Statistical Analysis
The statistical analysis of data was performed using the software package for social sciences (SPSS, version 23). To detect the differences between the 8 different vegetables as well as the extraction solvent, data were analyzed by factorial mixed (effect of type of plant and extracts types) analysis of variance (ANOVA) [14] . Significant differences were considered at P<0.05. Data are expressed in the tables as mean ± standard deviation. Pearson's correlation coefficient was calculated and considered significant at P<0.05. Table 1 shows the antioxidant content determined by Folin-Ciocultaeu and total flavonoid methods for the ethanolic, methanolic, and water vegetable extracts. Regardless of the extraction solvent; the antioxidant content (expressed as M catechin/100 g sample) was the highest (P<0.05) for mint>grape leaves>parsley>Jew's mallow>garden rocket. Nonetheless, there were no significant differences (P>0.05) among garden rocket, watercress, lettuce, and celery in the same context. In terms of the mixed effect of plant and extract types, different vegetables seem to have different (P<0.01**) results in terms of the extraction solvents. For instance, ethanol followed by (P<0.05) water had extracted higher amounts of antioxidants than methanol (P<0.05) from mint, grape leaves, parsley, garden rocket, watercress, and celery than methanol (P<0.05). From Jew's mallow only, water followed by (P<0.05) methanol had extracted higher (P<0.05) amounts of antioxidants than ethanol did. From lettuce only, water followed by (P<0.05) ethanol extracted higher amounts (p<0.05) of antioxidants than methanol did.
Results and Discussion
Regardless of the extraction solvent, parsley> mint>grape leaves>garden rocket>lettuce had the highest (P<0.05) antioxidant contents (Mrutin/100g). In terms of the extraction solvent, ethanol followed by methanol (P<0.05) had extracted more antioxidants (P<0.05) than water from parsley, grape leaves, garden rocket, celery, watercress, and lettuce. Methanol followed by ethanol (P<0.05) had extracted more antioxidants than water from mint. On the other hand, methanol followed by water (P<0.05) had extracted more antioxidants than ethanol from Jew's mallow. Table 2 shows the antioxidant capacity determined by CUPRAC assay for the ethanolic, methanolic, and water vegetables extracts. Regardless of the extraction solvent, watercress> mint>grape leaves>lettuce>parsley>Jew's mallow>celery had the highest antioxidant capacity values. In terms of the extraction solvent, ethanol followed by methanol (P<0.05) had extracted antioxidants more powerfully (P<0.05) than water from parsley, garden rocket, and celery. Methanol followed by (P<0.05) water had extracted antioxidants more (P<0.05) powerfully than ethanol from Jew's mallow and watercress. On the other hand, water followed by methanol (P<0.05) had extracted antioxidants more powerfully (P<0.05) than ethanol from mint and grape leaves. Water followed by methanol (P<0.05) had extracted antioxidants more (P<0.05) powerfully than ethanol from mint and grape leaves. From lettuce, water followed by ethanol (P<0.05) had extracted antioxidants more (P<0.05) powerfully than methanol did. Table 3 shows the antioxidant capacity determined by DPPH assay and expressed as % DPPH scavenging and as mg vitamin C/ml extract. Regardless of the extraction solvent, the highest antioxidants capacities were for grape leaves> mint>watercress> Jew's mallow> garden rocket>parsley. In terms of the extraction solvent, water followed by methanol (P<0.05) had extracted antioxidants more powerfully (P<0.05) than ethanol from grape leaves, mint, Jew's mallow, garden rocket, and celery. Methanol followed by water had extracted antioxidants more powerfully (P<0.05) than ethanol from lettuce. On the other hand, water followed by ethanol (P<0.05) had extracted antioxidants more (P<0.05) powerfully than methanol from watercress and parsley.
In terms of DPPH scavenging expressed as mg vitamin C/ ml solvent and regardless of the extraction solvent, grape leaves>mint> watercress>Jew's mallow>lettuce>parsley had the highest antioxidant capacity values. Within the same context and in terms of the extraction solvent, ethanol followed by methanol (P<0.05) extracted antioxidants more powerfully (P<0.05) than water from watercress. On the other hand, water followed by methanol (P<0.05) had extracted antioxidants more powerfully (P<0.05) than ethanol from grape leaves, mint, Jew's mallow, and garden rocket. Methanol followed by water (P<0.05) had extracted antioxidants more powerfully (P<0.05) than ethanol from celery, lettuce, and parsley.
With reference to correlations, antioxidant content (measured by Folin-Ciocultaeu method) of the studied vegetables correlated highly significantly with antioxidant capacity (measured by DPPH assay as percentage of scavenging (r=0.883, P=0.004**), as mg vitamin C/ml (r=0.857, P=0.007**), and as M trolox by CUPRAC assay (r=0.958, P=0.000**)). Additionally, there was a highly significant agreement expressed as a highly significant correlation between antioxidant capacity values measured by CUPRAC and DPPH assay (as DPPH scavenging percentage (r=0.860, P=0.005) and as mg vitamin C/ml (r=0.845, P=0.008)). Garden Rocket 0.4602 M rutin/100 g fresh watercress.
Assuming 95.11% moisture content [44] ; our value corresponds to 575.7403mg rutin/g dry weight.
0.82µg rutin/g dry weight.
[29]
Grape Leaves 0.8530 M rutin/100 sample; a value which corresponds to 8.362g rutin/L extraction solution.
56.38 and 100.08 mg rutin/L grape leaves extracts of May and September respectively.
[31]
Lettuce 0.0255 M rutin/100g fresh lettuce; a value which corresponds to 1.55mg rutin/g fresh sample.
4.24μg rutin/g fresh lettuce.
[32] Jew's mallow 0.4435 M rutin/100g fresh Jews mallow; a value which corresponds to 0.154mg rutin/g dry sample.
0.33mg rutin/g dry Jew's mallow stems.
[38]
Watercress 0.1990 M rutin/100g fresh watercress. Assuming 95.11% moisture content [44] ; our value corresponds to 248.962µg rutin/g dry weight.
126.57µg rutin/g dry weight.
Antioxidant Capacity: CUPRAC Assay Celery 1.3059 M trolox/100g; a value which corresponds to 1.747µmol TE/ml. 9 and 11µmol TE/ml and 0.25 and 3.5µmol TE/ml broth of fresh leaves and stalk respectively.
[21]
Garden Rocket 3.2696 M trolox/100 g fresh garden rocket; a value which corresponds to 18.16µmol TE/g fresh garden rocket.
8.18 and 32.08µmol TE/g fresh garden rocket by DPPH and ORAC1 assays for antioxidant capacity.
Grape Leaves 30.0380 M trolox/100g fresh sample; a value which corresponds to 3.0038 mmol trolox/g fresh sample.
0.12mmol trolox/g fresh sample.
[30]
Lettuce our value for lettuce corresponds to 675.507µmol TE/100g.
491µmol TE/100g fresh lettuce (ORAC method).
[17]
Mint 22.8008 M trolox/100g fresh leaves. Assuming 69.6% moisture content [44] , our value corresponds to 7500.2632µmol/100 g dry weight.
386µmol trolox/100g dry weight.
[27]
Parsley Our value corresponds to 18.508g trolox/100g fresh parsley.
987.51 mg trolox/100g fresh parsley.
[39]
Parsley
Assuming 25.3% dry matter. Our value corresponds to 1623.715µmol TE/100g dry matter.
340.68 µmol TE/100 g dry matter (average of 2 methods; DPPH and ABTS2).
[26]
Jew's mallow 13.3043 M trolox/100 g fresh sample; a value which corresponds to 75.593µmol trolox/g dry weight.
antioxidant capacity by ABTS method to be 139.55µmol trolox/ g dry weight.
[23]
Watercress 2.658 M trolox/100g fresh garden rocket; a value which corresponds to 14.767µmol TE/g fresh garden rocket.
7.76 and 32.92µmol TE/g fresh watercress by DPPH and ORAC assays for antioxidant capacity.
Antioxidant Capacity: DPPH Scavenging Percentage Celery Our values ranged between ~5 and ~17%.
DPPH% scavenging capacity value of the essential oils of celery herb and seeds to be 56.68 and 74.35 respectively.
[34]
Garden Rocket Our values ranged between ~11 and ~17.8%.
20-60% inhibition of alcohol and hydro alcohol extracts of garden rocket (range is due to the extract concentration; ranged between 10-320µg/ml).
[20]
Grape Leaves
Ranged between ~35% and ~88%. Referring to our raw data records, our samples were purchased in August.
61.69% and 70.32% for May and September vine leaves.
Lettuce Our values ranged between ~9 and ~28%. 80.9 in 12 US lettuce varieties.
[35]
Mint Our values ranged from ~25% to ~88%.
18 and 35 for mint stem and leaves respectively (diethylether extracts).
[16]
Parsley Our values ranged between ~6 and ~14%.
20-30% of DPPH radical scavenging capacity in field and aeroponic grown 500µg/ml parsley extracted dimethylsulfoxide extracts. Jew's mallow 21.5090%. Assuming 82.4% moisture content [42] , this value corresponds to 129.5723%.
52.29% in the dry weight.
[24]
Watercress Our values ranged between ~23 and ~39% 60-80% DPPH radical scavenging capacity of the aqueous and methanolic extracts of watercress stem and leaves.
[37]
The antioxidant content and capacity values of the studied vegetables have been published previously. Table 4 shows a comparison between values of antioxidant content and capacity found in this research and those found in other reports. The previously published values were sometimes comparable with the values found in this research [15] [16] [17] [18] [19] [20] [21] [22] [23] , sometimes much higher [24] [25] [26] [27] [28] [29] or much lower [23, [30] [31] [32] [33] [34] [35] [36] [37] [38] [39] . The differences found are probably attributed to the differences in the extraction solvent type, treatment, and concentration extraction methods, experimental methodology, plant growing conditions as Jordan has variation in agricultural environment because it meets the Mediterranean, Irano-turanian, and Saharo-Arabian region [40] , parts of the analyzed plant, and the experimental standardization conditions. The expression of antioxidant capacity (measured by DPP radical scavenging assay) as mg of vitamin C is another method for expression that will add a value to the scientific antioxidant capacity database.
Many scientists agree that there is no single best method for measuring antioxidant content and capacity [2] . Nonetheless, in either method for determining antioxidant content; grape leaves, mint, and parsley showed the highest 3 levels of antioxidant contents. Furthermore, grape leaves, mint, and watercress showed the highest levels of antioxidant capacities. With reference to correlations; similar to the results found by Apak et.al. [2] , the highly significant correlation between the antioxidant content (measured by Folin-Ciocultaeu method) of the studied vegetables with antioxidant capacity (measured by DPPH as well as CUPRAC) assays is not surprising since the antioxidants measured by Folin-Ciocaltaeu method contributed well to the antioxidant capacity. Similar to the results of Kaur & Mondal [41] , there was no correlation between the antioxidant content measured by total flavonoid content and antioxidant capacity owing that the antioxidant capacity is not solely due to the total flavonoids content. The highly significant agreement expressed as a highly significant correlation between antioxidant capacity values measured by CUPRAC and DPPH assays is not surprising as both assays measure the same reaction kinetics (ET-assays).
Conclusion
Significant differences (P<0.05) were found among vegetables extracts in terms of antioxidant contents and capacities. Also, we find highly significant (P<0.001**) correlations between antioxidant content and capacity values. This study is limited by the types of extracts used and the extraction methods as well as the treatment of the vegetables (as the vegetables were fresh). However, this study is probably the first study which analyzed and compared three extracts types of the eight fresh green leafy vegetables and will start a database for the antioxidant content and capacity of Jordanian vegetables.
